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XHNPIPMPPAAAGLLLLAAQPAMAELVMTQSPKFMSTSIGDRVNITCKAT 
QNVRTAVTWYQQKPGQSPQALIFLASNRHTGVPARFTGSGSGTDFTLTIN 
N VKS E DLAD Y FCLQHWN Y PLT FG S GTKLE I KRADAAP TVS I FP PS S EQLT 
SGGASWCFLNNFYPKDINVKWKIDGSERQNGVLNSWTDQDSKDSTYSMS 
STLTLTKDEYERHNSYTCEATHKTSTSPIVKSFNRGEC**SRVKRXQSXG 
GPGTPIRPIGXPYYNSLGGGFQ 



DNA : N ANGTC AT AAT CC AAT ACCTATG CC2!ACGGCAGCCGC TGGA TTGTTATTAC 

+3: XHNPI PMPTAAAGLLLL 
pComb3 vector SacI Vi,(x) primer 

DNA : rCGCrGCCCAACCAGCCATGGC CGAGCTC GTGAT GACCCAGTCTCCfl^A AAT 

+3: AAQPAMAELVMTQSPKF 

DNA : TCATGTCCACATCAATAGGAGACAGGGTCAATATCACCTGCAAGGCCACTC 

+3: MSTSIGDRVNITCKATQ 

DNA : AGAATGTTCGTACTGCTGTTACCTGGTATCAACAGAAACCAGGGCAGTCTC 

. +3: NVRTAVTWYQQKPGQSP 

DNA : CTCAAGCACTGATTTTCTTGGCATCCAACCGGCACACTGGTGTCCCTGCTC 

+3; QALIFLASNRHTGVPAR 

DNA : GATTCACAGGCAGTGGATCTGGGACAGATTTCACTCTCACCATTAAC AATG 

+3: FTGSGSGTDFTLTINNV 

DNA : TGAAATCTGAAGACCTGGCAGATTATTTCTGTCTACAACATTGGAATTATC 

+3: KSEDLADYFCLQHWNYP 

DNA : CTCTCACGTTCGGCTCGGGGACAAAGTTGGAAATAAAACGGGCTGATGCTG 

+3: I* T FGSGTKLEIKRADAA 

DNA : CACCAACTGTATCCATCTTCCCACCATCCAGTGAGCAGTTAACATCTGGAG 

+3: PTVSIFPPSSEQLTSGG 

DNA : GTGCCTCAGTCGTGTGCTTCTTGAACAACTTCTACCCCAAAGACATCAATG 

+3: ASVVCFLNNFY PKDINV 

DNA : TCAAGTGGAAGATTGATGGCAGTGAACGACAAAATGGCGTCCTGAACAGTT 

+3: KWKIDGSERQNGVLNSW 
Bell 

DNA : GGAC TGATCAG GACAGCAAAGACAGCACCTACAGCATGAGCAGCACCCTCA 

+3: TDQDSKDSTYSMSSTLT 

DNA : CGTTGACCAAGGACGAGTATGAACGACATAACAGCTATACCTGTGAGGCCA 

+3: ltkde'yerhnsytceat 

Cl(k> primer 

DNA : CTCACAAGACATCAACTTCACCCATTGTCAAGAGC TTCAACAGGCSS^gASX 

+3: HKTSTSPIVKSFNRGEC 
Stop Xbal NotI Kpnl 

DNA: GTTAGTA ATCTAGA GrrA flGCGGCCGCA ATCGAGGGGGGGCCC GGTACC CC 

+3: **SRVKRPQSRGGPVPQ 

DNA : AATTCGCCCTATAGGGGNGCCGTATTACAATTCACTGGGCGGCGGTTTTCA 

+3; FAL*GXRITIHWAAVFX 

DNA: AN 
+3: 
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LAXRGGGRKIXFXRETVIMKYLXAYGPAAGLLLLAAQPAMAQVKLLESGP 
GLVAPSESLS I TCT I SGFSLTDDGVS WI RQPPGKGLEWLGVI WGGGST YF 
NSIiFKSRLSITRDNSKSQVFLEMDSLQTDDTAMYYCAKHDGHETMDYWGQ 
GTSVTVSSSKTTPPSVYPLAPGSAAQTNSMVTLGCLVKGYFPEPVTVTWN 
SGSLSSGVHTFPAVLQSDLYTLSSSVTVPSSTWPSETVTCNVAHPASSTK 
VDKKIVPRDCTSHHHHHH*ASLWAVALHSFVXIKANRRPAX 



DNA : TTGGCCNCCCGCGGTGGCGGCCGCAAAATTNTATTTNCAAGGGAGACAGTC 
-1:LAXRGGG R K I XFXRETV 

DNA : ATAATGAAATACCTTTTNGCCTACGGGC CAGCCGCTGGA TTGTTATTACTC 
-1:IMKYLXAYGPAAGLLLL 
pComb3 vector Xhol V H b primer 

DNA: GC TGCCCAACCA GCC&TGGCCCAGGTGAAACT GCTC GAGIC&GSA CC T GGC 
-1:AAQPAMAQVKLLESGPG 

DNA : CTGGTGGCGCCCTCAGAGAGCCTGTCCATCACATGCACTATCTCAGGGTTC 
-1:LVAPSESLSITCTISGF 

DNA : TC AT T AACCGAC GATGGTGTAAGCT GGATTCGGC AG CCT CCAGGAAAGGGT 
-IsSLTDDGVSWXRQPPGKG. 

DNA : CTGGAGTGGCTGGGAGTAATATGGGGTGGTGGAAGCACATACTTTAATTCA 
-1:LEWLGVI WGGGST YFNS 

DNA : CTTTTCAAATCCAGACTGAGCATCACCAGGGACAACTCTAAGAGCCAAGTT 
-1:LFKSRLS ITRDNSKSQV 

DNA : TTCTTAGAAATGGACAGTCTACAAACTGATGACACAGCCATGTACTACTGC 
-1:FLEMDSLQTDDTAMYYC 

DNA : GCCAAACATGACGGACACGAGACTATGGACTATTGGGGTCAAGGAACCTCA 
-1:AKHDGHETMDYWGQGTS 

DNA : GTCACCGTCTCCTCATCCAAAACGACACCCCCATCTGTCTATCCACTGGCC 
-1;VTVSSSKTTPPSVYPLA 

DNA : CCTGGATCTGCTGCCCAAACTAACTCCATGGTGACCCTGGGATGCCTGGTC 
-1:PGSAAQTNSMVTLGCLV 

DNA : AAGGGCTATTTCCCTGAGCCAGTGACAGTGACCTGGAACTCTGGATCCCTG 
-1: KGYFPEPVTVTWNSGSL 

DNA : TCCAGCGGTGTGCACACCTTCCCAGCTGTCCTGCAGTCTGACCTCTACACT 
-1: S S GVHT FPAVLQS DLYT 

DNA : CTGAGCAGCTCAGTGACTGTCCCCTCCAGCACCTGGCCCAGCGAGACCGTC 
-1: LSSSVTVPSSTWPSETV 

DNA : ACCTGCAACGTTGCCCACCCGGCCAGCAGCACCAAGGTGGACAAGAA AATT 
-1: TCNVAHPASSTKVDKKI 
CkI (Y^) Primer Spel His tag Stop 

DNA: GTGCCCAGGGATTGTACTAGT CATCATCATCATCATCATTAAGCTAGCCTA 
-1: V P R D C T S h"*h""h"*"h""h*"h""* A S L 

DNA : GTGGTGGCGGTGGCTCTCCATTCGTTTGTGANGATAAAGGCCAATCGNAGA 
-1:VVAVALHSFVXIKANRR 

DNA: CCTGCNCNA 
-1: PAX 
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A) 

AmCllTNTTGTTCCTTTCTATG CGGCCCAGCCGGCCATGGCCCAGGTCCAGCTG 
CAGGAGTCAGGAACTGAAGTGGTAAAGCCTG GGGCTTCA GTGAAGTTGTCCT 
GCAAGGCTTCTGGCTACATCTTCACAAGTTATGATATAGACTGGGTGAGGCAG 
5 ACGCCTGAACAGGGACTTGAGTGGATTGGATGGATTTTTCCTG GAGAGGGGA 
GTACTGAATACAATGAGAAGTTCAAGGGCAGGGCCACACTGAGTGTAGACAA 
GTCCTCCAGCACAGCCTATATGGAGCTCACTAGGCTGACA TCTGAGGACTCTG 
CTGTCTATTTCTGTGCTAGAGGGGACTACTATAGGCGCTACTTTGACTTGTGGG 

gcgaagggaccacggtcaccgtctcctcatgtggaggcggttcaggcggagg 
1 0 tggctctggcggtggcggatctgacattgagctcacccagtctccagcaatca 
tgtctgcatctccaggggagagggtcaccatgacctgcagtgccagctc 
aagtatacgttacatatattggtaccaacagaagcctggatcctccccca 
gactcctgatttatgacacatccaacgtggctcctggagtcccttttcgc 
ttcagtggk:agtgggtctgggacctcttattctctcacaatcaaccgaat 
1 5 ggaggctgaggatgctgccacttattactgccaggagtggagtggttat 
cctctcacgttcggctcgggcaccaagcgggaaatcaaacg ggcggccgc 
aggtgcgccggtgccgtatccggatccgctggaaccgcgtgccgc^r^g^ci'- 

GITGAA 

20 

B) 

MAQVQLQESGTEWKPGASVKLSCKASGYIFTSYDIDWVRQTPEQGLEWIG 
WIFPGEGSTEYNEKFKGRATLSVDKSSSTAYMELTRLTSEDSAVYFCARG 
25 DYYRRYFDLWGQGTTVTVSSGGGGSGGGGSGGGGSDIELTQSPAIMSASP 
GERVTMTCSASSSIRYIYWYQQKPGSSPRLLIYDTSNVAPGVPFRFSGSG 
SGTSYSLTINRMEAEDAATYYCQEWSGYPLTFGSGTKREIKRAAAGAPVP 
YPDPLEPR 

30 
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A) 

tcgctg-cccaa cca gccATGgcccagqtgaaactg ctcgagt cagc^acctqqcctqqtqg 
5 .?9^9£9t?agagagcc_tg 
gtgtaag^ 

actctaagagccaagttttcttagaaatggacagtctacaaactgatgacacagccatgt 

**»«—•••— -•-•■^* *> • *■ **V * » — ^» * ****** *^. ******************** -^V* ********** ™% m * * * * * * * ^W— ********* *—•—»••••■**** * * * * * rf» ************* -~C - ••***——■■• • * • 

10 tcaccgtctcctcatccaaaacgacacccccatctgtctatccactggcccctgqat 

•«••••*• • • • ••■^W * • *- —■• — »■» — •»•—•--»»**••-—*— ************************** * * -i"V, * ** * * »m ****** * ********* r» - ********** mwJWm 

cagtgacagtgacctggaactctggatccctgtccagcggtgtgcacaccttcc 

****** •*« * * * C« ********* *• * * * • * ********** * * * * — ********** Wm *************** -Ti - ********** »- * * » *t - * «~T« a * WVa • _**** v * v ~_ vvv . v — *V ***** wf% * 

ccagcgagaccgtcacctgcaacgttgcccacccggccagcagcaccaaggtggacaaga 

• * • » V» * ******* *■» ****)***** *•>••* - — <- * *)*>** * ** »n« * * * * * •"C **************** ••K^f mm********.**** * WW * * * * **C Ww «. * * ******** ft * *• 

1 5 aaattqt:qcccaqqqat:tqt actaqtqqtqqcqqaQataatqqtqqcaaaaataacaqtq 
acaaaaattctaataacaaaaattccqaattcctcgagg tgcccatccaaaaagtccaag 
a_tga__ca ccaaa a c^c c t cat c aa^a c aat t g t_c a ccagga .tcaa tga catt t cacacacgc 
agtcag; t etc c tcca a aca g a a_agtca_ccg^_tt tgga c t t_c a t tec 1 g_c[ci9 t cc a c coca 
.^99^9.^ cctta t cca a cfat ggac cag[ac a c tgg c agtct _a_ccaacag atcc tc_acc a eft a 

20 tgeett ccaga a a_cq 1 9 9 t ^JLQ. 9 § 5L92 ?9_9.t gg £SL5 §5L9£ 9£39L2 ^pct t ctt c 
.^99 tgc t 33£ 9 tt_ct c taa g age t g cc^a c t_tg;c c c_t gggc^c a g tggc c t_ggaga c c t tjgg 

-?_9 §5J^9 tS^S995J^9 1 9il^.29 9 tA9§5J£9£ § ^J^c c aca g SStSLS 99_9t 9i*SL9? 
ggctgcaggggtctctgcaggacatgctgtggcagctggacctcagccctgggtgc acta 
gtcatcat cat cat catcatTAAgctagccta gtggtggcggfcggctc tcca 

25 

B) 

Maqvkllesgpglyapsesls 
fnslf ksrlsi 

ytisssvtvpsstwpsetvtcnvahpasstkvdkkivprd ctsaaaasqqqqsqaaa 
qqsefiev pi qk'vqdd t kt 1 ij^tivt^rind i^sht^svs sjccjkv tc[l d f ijo g 1 h£i 1 1 Ijs k 
nL^9?A€ YyiMi lt_smp sjmvic^is n die n 1 rdl 1 hvla f s_ks c hlpwa s£l e tJLd s lggv 
Teasgystevvalsrlqgslqdmlwqldlspgctsjihhhhh 
35 — — ™ — - .— , 
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Figure 6 
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Figure 7 
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Figure 8 
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Antibody dose 
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Figure 9 
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Figure 1 0 
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Figure 1 1 
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Human PBL OKT3 proliferation 
(anti-CD3)Experiment 1 (10% HS) 60h 




Donor #1 



Leptin IOOng/ml 



125000 

100000 
75000 - 
50000 
25000 - 



0.01 0,1 1 

anti-LeptioR ZMC2 fig/ml 
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proliferation Experiment 3 
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Human PBL OKT3 (anti-CD3) 
proliferation 5% HS 96h 
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A In Vivo Ob/Ob mice treatment 




Treatment with anti-leptin-R ZMC2 
Day* 



Figure 14 



WO 2005/049655 PCT/EP2004/013043 

15/20 

















> - v- /a- 







P-ERK1/2 



ERK1/2 



2C11 
+ 

anti-ObR 



Medium 2C11 2C11 
+ 



Figure 15 
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pComb3/Z(VIC2 Fab-His Plasmid Map 
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Figure 1 6 
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Western Blotting detection of recombinant Fab 
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Figure 1 8 
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Figure 19 
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Binding of 2MC2 and recombinant expressed Fab 
to human leptin-R 
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Figure 20 
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